INTRODUCTION AND OBJECTIVES: Kidney stone structure may provide clinical information in addition to the stone composition. The morphology and succession of different layers can reliably describe the "history" of stone formation. Structure analysis is necessary to determine the correlations among components to understand how calculi develop. We aimed to perform multifaceted structure analysis, using two-dimensional (2D) maps of "chemical elements" and "matrix protein" in kidney stones.
INTRODUCTION AND OBJECTIVES:
Urolithiasis affects approximately 12% of the world population, and more than half of affected individuals will have recurrence within 10 years of the first episode. A detailed hypothesis of the mechanisms of stone disease etiology remains elusive and thus makes stone disease difficult to treat and to prevent. The present study assessed the feasibility of histologically sectioning human stones and using laser microdissection (LMD) to obtain samples for proteomic analysis.
METHODS: Stones were imaged by micro-Computed Tomography, demineralized, embedded in paraffin, histologically sectioned and stained. Regions of the stone-matrix layers were dissected via LMD (Leica LMD 6) and collected in phosphate buffer. Extracted proteins were digested using Trypsin/Lysine C mix proteases and run in a Q Exactive Orbitrap High Field Liquid Chromatography (LC)/Mass Spectrometry (MS) system. Data were searched using MaxQuant (version 1.6.10.1) and filtered using False Discovery Rate for alpha[0.01.
RESULTS: Histological sections of stones showed tightly packed layers of matrix that were clearly visible using bright field LMD microscopy ( Figure 1A ). Average area dissected by LMD for LC/MS was 1.64x106 µm2, and these revealed and yielded an average of 777 distinct proteins each. Initial analysis shows proteins to be similar to those previously reported for kidney stones, including proteins involved in cell injury and repair as well as important mediators of the immune system. CONCLUSIONS: Human kidney stones can be histologically sectioned and laser microdissected. A relatively small region of sectioned stone yields significant proteomic data. Utilization and optimizing of these novel methods and techniques in the future will pave the way into a deeper understanding of stone genesis. Future investigation of the stone matrix proteome should provide insight into the mechanisms underlying the pathogenesis of urolithiasis in an effort to develop effective therapies and prevention treatments.
Of all the kidney stones, those comprising calcium oxalate are by far the most common. Supersaturation of urine with calcium and/or oxalate drives crystallization, and normal host microbiome plays a role in degrading oxalate and reducing urine oxalate supersaturation. However, the totality of microbiome activity and the longitudinal effects of microbiome status on hyperoxaluric conditions have not been defined. Here we take advantage of the ability to "conventionalize" the germ-free mice to examine how microbiome status affects experimental hyperoxaluria and renal calcinosis.
METHODS: 129/SvEv strain mice (both genders; 7-9 weeks old) born and raised in a germ-free facility and free of fecal microbe as evidenced by negative PCR of 16S rRNA gene were "conventionalized" via transfer to a conventional, germ-containing facility. Strain-and agematched wild-type (WT) mice born and raised in the conventional facility served as controls. Each group was randomized into 2 subgroups, one receiving 5% (w/v) hydroxy-L-proline (HLP) in the drinking water and another receiving regular drinking water. Mice were sacrificed after 30 and 60 days of HLP treatment; renal calcium oxalate crystals were visualized by von Kossa staining; urine oxalate levels determined by a Sigma assay kit; and total fecal microbiome quantified by Realtime PCR of V4 region of 16S rRNA gene.
RESULTS: Conventionalized germ-free (C-GF) mice were highly prone to renal calcinosis, with 100% of the male and 17% of the female forming calcium crystals primarily in the papillae by day 30. The frequency and severity worsened by day 60 with 100% of the female bearing crystals. Furthermore, at day 60, 100% of C-GF male and 30% of the C-GF female exhibited renal pelvic stones. In stark contrast, no crystal or stone was observed in C-GF mice fed with regular water, or in WT mice fed with 5% HLP. The crystal and stone forming status strongly paralleled urine oxalate, as the oxalate levels were significantly higher in C-GF mice than in WT mice. All these differences occurred despite the fact that the C-GF mice recovered nearly 50% of total fecal microbiome during the 60 day period, compared to the WT mice.
CONCLUSIONS: These results are the first demonstration that the lack of host microbiome per se does not cause spontaneous intrarenal calcinosis, but it renders the host highly susceptible to this condition under hyperoxaluria. Our results also suggest that the initial deficiency of microbiome is difficult to restore naturally, a situation that may shed light on the reduction of microbiome after antibiotic treatment. METHODS: ChIP assay and luciferase assay demonstrated that VDR suppressed Slc26a6 expression via directly regulating miR125b. Crystals deposition in mouse kidneys were examined by 3D microCT, polarized light optical microphotography and pizzolato staining.High performance liquid chromatography was used to measure oxalate levels in intracellular and extracellular.
RESULTS: Here, we showed that VitD3 mediated intestinal oxalate secretion and CaOx stone formation via a VDR-miR-125b-Slc26a6-based pathway in vivo and in vitro. First, we demonstrated that VitD3 regulated intestinal oxalate secretion and promoted glyoxylate-induced CaOx crystals formation in a VDR-dependent manner. Using miRNA microarray analysis, we found that miR-125b was significantly induced by 1,25-(OH)2D3 in Caco-2 cells. Chromatin immunoprecipitation assays demonstrated VDR-positive transcriptional activation of miR-125b. MiR-125b in turn inhibited VDR by targeting its 3'-UTR. Notably, this negative feedback loop was broken by the single nucleotide polymorphisms (SNP) rs55774542 in the interaction between miR-125b and VDR 3'-UTR, which altered susceptibility to kidney stones. Additionally, we found that miR-125b regulated endogenous 1,25-(OH)2D3 levels by directly targeting CYP24A1. Luciferase assays verified that miR125b directly targeted the 3'-UTR of Slc26a6.
CONCLUSIONS: Together, our results defined a novel signaling cascade in VitD3-mediated intestinal oxalate imbalance via regulation of the VDR-miR-125b-Slc26a6 pathway, which promoted CaOx crystals formation.
